The demonstration of autoantibodies to neutrophil cytoplasmic antigens (ANCAs) in systemic vasculitides such as Wegener's granulomatosis, classic polyarteritis nodosa, and the ChurgStrauss syndrome, and in idiopathic crescentic glomerulonephritis has placed these disorders within the class of autoimmune diseases.' Two major types detected with fluorescein isothiocyanate conjugated 1:400 diluted goat antihuman IgG (Kallestad, Chaska, Minnesota, USA). Finally, the slides were washed again in PBS and mounted in glycerin PBS for immunofluorescence microscopy.
Samples were scored as positive if most neutrophils showed positive fluorescence. Staining patterns were described as 'cytoplasmic' when granular staining of the cytoplasm with accentuation between the nuclear lobes was present, as 'perinuclear' when a (peri)nuclear pattern was seen, and as 'atypical cytoplasmic' when cytoplasmic staining was non-granular or when the accentuation between nuclear lobes was lacking.27 To investigate whether the perinuclear staining pattern seen on ethanol fixed granulocytes was due to redistribution of the antigen(s) involved, cytocentrifuge preparations of neutrophils were also fixed with phosphate buffered paraformaldehyde (0 5%) at pH 8. 
